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. Synthetic route to AM237 8-[4-chloro-3-(trifluoromethoxy)phenoxy]-7-[(4chlorophenyl)methyl]-1-(3-hydroxypropyl)-3-methyl-2,3,6,7-tetrahydro-1H-purine-2,6-dione (4, AM237) 4-Chloro-3-(trifluoromethyl)phenol 3 (127 mg, 0.64 mmol) was added to a suspension of 8-bromo-7-[(4chlorophenyl)methyl]-1-(3-hydroxypropyl)-3-methyl-2,3,6,7-tetrahydro-1H-purine-2,6-dione 2 (Hussein N Rubaiy et al. 2017) (250 mg, 0.59 mmol) and K2CO3 (162 mg, 1.17 mmol) in DMF (3.5 mL) and the reaction mixture was stirred at 80 °C for 4 hours. After cooling to room temperature, the reaction mixture was diluted with water (30 mL) and extracted with EtOAc (30 mL, then 3 × 20 mL). The combined organic layers were washed with aqueous LiCl solution (1M aq. solution 3 × 20 mL), brine (20 mL), dried (Na2SO4) and concentrated in vacuo. The crude material was purified by column chromatography (SiO2; eluting with 2:8 EtOAc:hexanes) to yield the title compound as an off-white solid (152 mg, 0.27 mmol, 46%). Rf 0.35 (2:8 EtOAc:hexanes); δH (400 MHz, CDCl3) 7.51 (1H, d, J 8.9, 7.40 (1H, d, J 2.8, 7.38 (2H, d, J 8.4, 7.30 (2H, d, J 8.4, 7.20 (1H, dd, J 8.9, 2.8, , 5.41 (2H, s, 1''''-CH2) 4.17 (2H, t, J 5.4, 1'-CH2), 3.52 (2H, t, J 5.9, 3'-CH2), 3.42 (3H, s, CH3) 1.88 (2H, tt, J 5.9, 5.4 2'-CH2); δC (100 MHz, CDCl3) 155.3 (C-6), 152.6 (C-8), 151.6 (C-2), 146.2 (C-4), 145.4 (C-1'''),134.7 (C-4''), 134.1 (C-1''), 131.4 (CH-5'''), 129.9 (C-4'''), 129.8 (CH-2''), 129.3 (CH-3''), 124.7 (C-5), 120.43 (q, J 260.3, CF3), 119.2 (CH-6'''),114.9 (CH-2'''), 103.1 (C-3'''), 58.7 (CH2-1'), 46.8 (CH2-1''''), 37.9 (CH2-3'), 31.0 (CH2-2'), 30.0 (CH3) δF (235 MHz, CDCl3) -57.9; νmax/cm-1 (neat); 3495, 1891, 1693, 1652; ESI-HRMS: calcd. for C23H20 35 Cl2F3N4O5 [M+H] + 559.0757, found 559.0766. HPLC: RT = 1.99 min. Figure S12 . Differences in current amplitudes of TRPC5:C5, TRPC5:C1, TRPC4:C4 and TRPC4:C1 channels recorded by whole-cell patch and outside-out patch clamp electrophysiology. A) Mean ± SEM peak currents evoked by 100 nM EA in HEK 293 cells expressing either TRPC5, TPRC1 and TRPC5, TRPC4, or TRPC1 and TRPC4, measured by whole-cell patch clamp electrophysiology, with current sampled at -80 mV (white bars) and +80 mV (black bars) (n = 4-12). B) Mean ± SEM peak currents evoked by 100 nM EA in HEK 293 cells expressing either TRPC5, TPRC1 and TRPC5, TRPC4, or TRPC1 and TRPC4, measured in excised outside-out membrane patches, with current sampled at -80 mV (white bars) and +80 mV (black bars) (n = 4-8). Note the difference in scale of the y-axes between (A) and (B).
